[Abstract] Studying the biochemical interaction of ligands with their corresponding receptors requires highly sensitive detection and monitoring of the bound ligand. Classically, radioactively labelled ligands have been widely used as highly sensitive tools for such binding measurements.
2. Grind tissue in liquid N2 to a fine powder with mortar and pestle.
3. Using a pre-cooled spatula, place the right amount of tissue in a pre-cooled 1.5 ml reaction tube. We use 500 mg tissue (frozen) for 10-12 individual samples/measurements (~ 40-50 mg per sample).
4. Suspend in binding buffer (700-1,000 µl).
5. Centrifuge suspension to create a pellet (13,000 x g, 1 min, 4 °C).
6. Resuspend the pellet in binding buffer (500 mg tissue/ml binding buffer). 10. Sediment the sample by centrifugation (13,000 x g, 1 min, 4 °C), pipette off and discard the supernatant.
11. Wash the pellet 2-3 times by resuspension in 1 ml binding buffer and centrifugation (13,000 x g, 1 min, 4 °C).
Note: Keep the total time required for these washing steps at a minimum! Depending on their dissociation rates, prolonged washing may lead to considerable loss of ligand binding.
12. Resuspend the final pellet in 100 μl 5 mM citric acid. Moderate quenching is inherent to these assays but strong quenching, e.g. > 80% light absorbed from leaf tissue or a strongly distorted kinetics of light emission require assay parameters to be re-adjusted. Such quenching could be avoided in a procedure that reextracts the acridinium-label from the material before measuring. 
B. Final remarks
The control parameters listed above define and limit the binding assays. Optimizing the experimental setup for studying the interaction between a given ligand and its particular receptor site might provide some repeated attempts. However, measuring of acridinium is fast and easy, Copyright 
